[Abstract] Skin wound healing is a complex process involving different events such as blood coagulation, inflammation, new blood vessels formation, and extracellular matrix deposition. These events can be observed by using histology techniques. However, the lack of the standardization of such parameters impacts on the reproducibility of results. Here, we describe a protocol to perform macroscopic and microscopic analyses of the events that occur during skin wound healing using the experimental model of excisional wounds in rats.
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Procedure
A. Excisional skin wounds in rats (Figure 1) 1. Anesthetize the animal with an intramuscular injection with a mixture of ketamine and xylazine (20 mg/kg and 100 mg/kg, respectively) or following the requirements from the local ethics committee.
2. Shave the dorsal region and gently remove two fragments from the skin using an 8 mm diameter circular biopsy punch (the distance between wounds should be approximately
cm).
Note: This procedure should be handled carefully to not damage the muscular layer below the skin. 2. Collect the skin fragments using a 10 mm punch. It should cover the entire wound area.
3. Immediately fix the skin fragments in 10% buffered formaldehyde. After 6 h in fixation solution, cleaves the tissues in half using a razor and keep the tissues in fixation solution for 24 h. It is crucial to establish the cleave orientation for all wounds (craniocaudal or later-lateral direction), as showing in Figure 2 . Bio-protocol 9 (13) www.bio-protocol.org/e3285
Bio-protocol 9(13): e3285. DOI:10.21769/BioProtoc.3285 8 . The qualitative histology studies should be performed by analyzing the stained tissues using a specific score for each parameter, according to described below:
Inflammation
Evaluate the cellular infiltration (polymorphonuclear and mononuclear) in HE-stained sections using the 10x objective (Table 1 and Figure 4 ). www.bio-protocol.org/e3285
Scab
Evaluate the amount of scab formed in the wound tissue by HE-stained sections analysis using the 4x objective (Table 2 and Figure 5 ). 
Extracellular matrix deposition
Evaluate the amount of extracellular matrix deposited, and the thickness of collagen fibers in Gomori's trichrome-stained sections using the 10x objective (Table 3 and Figure 6 ). 
Vascularization
Evaluate the amount of blood vessels in the new tissue formed in HE-stained sections using the 40x objective (Table 4 and Figure 7 ). www.bio-protocol.org/e3285
Epithelialization
Evaluate the new epithelial layer formed in HE-stained sections using the 10x objective (Table   5 and Figure 8 ). 
Data analysis
For each parameter, the data analysis is performed using the mean of the score from each slice analyzed (Figure 9 ).
Bio-protocol 9(13): e3285. DOI:10.21769/BioProtoc.3285 2. For histological analysis, after collection of the wound tissue, place the wound on a piece of filter paper to avoid tissue folding during the fixation process in 10% buffered formaldehyde.
Then proceed to conventional paraffin embedding processes.
3. The cicatricial process can last for months in the remodeling phase, being able to be evaluated in time-points longer than 21 days, according to the experimental aim. Bio-protocol 9(13): e3285. DOI:10.21769/BioProtoc.3285
